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-C, *>/<?m&V?±—Sl'7*^yirZ>^<Dmmffl: Hampton Research^ Foldlt 

A-T^^-frS Hampton ResearchfrM Foldlt ^yh)h<DXh% 0 ^ 

J&T&S/^ ^(DmtCt, #ffi^t£3U<DSodium N-lauroyl sarcosinate^ 

Triton (#^rfF^l#m)^l&^^\ ^#J£Jll vTU^ 

[0007] MtirbtirtHDmftlZttl^ Hampton Research*bO^^V>^T^^h^rff|S$tVT*3 
D> ^.t^b<^>^f^fe"C^ > Ligand binding domains from glutamate and kainate 
receptors > Lysozyme^ Carbonic anhydrase B t£¥<DM$&Sotltc$ r l<'s<-?13.X})7* 

fe(Dm^t¥ti'ox\^bm^x'kmmxnfo\ vizftox, iz$iz$.±^<^<>tz 

o 

[0008] v^-/^^^Km.m^m^y^m\ ^thu^tix^ ^ 0 mm-mm^r- 

?te ! &'r\A> j tftx*tt.t£< , mnf^fwxteffi&xzzm&timbtLfo wt>m 
nx&z> 0 m&mtitc^>^M<o^mv^m^^>^n<D—mxh^ 

^-v^-Y^n^GroEL &@3£Uc:#^AlC % 8M (D^mX^mtWz.^^m.^Rm 

m^m^m^m^WFxmmm^o u>>>u ztibte. c yc io P hiiin a t^m^x 
mh*uk.?^;<?nxuvbhfrx^z>\z.^ taw fr^^v^&m^^w 
: ttL&h%m<Dm%ixhz>tcm^ ^<Dmm(Dm\z.m^^\^><Dx\±^tz. 

[0009] $fz. ^^^^mzm^^b^Xh^^^Wm, GroEL . DsbA 
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(:W3§1ScDdisulfide oxidereductase) ^I^PPI (human proline cis-trans isomerase )£r 

mmzmfevtcfflm^ mm^T^j^-vmm,tc^^Mscor P ion toxin cn5% 

£tlX\*Z> 0 U&>Ufcj&S£^ ^tUColvtte, Scorpion toxin Cn5ft£*<D4#^>v^ 

mzvtmmxzt&^x&KM^ ^^mm^m^vtcmm^mm^mmx^ 
[0010] *9J±±<Dmfe&mt^xm%m^*^<?n(Dttfrmz&m*^— h&m\<^w& 

[0011] AJl^^u^bVX, /3— ^n^^by^^aT^ci— ^fflV\r©^ 

j|K7~ 90m)^h^> o L#>U ^O^&hiu carbonic anhydrase BftH-CEfc^UTV ^5 
[0012] — #3§^#ibte. ^tt*-C, ZSM^^h^if ^-Th-<— ^ (09*. fi. 

^ifcio, li, !&w?xmi, 20m)%:b*<Dtt74h^<Dsu*m-?—<Dw.mwL 

[0013] #fP5:^l:#M¥6-127937^# 
#fF^Cm2 : #H3 ¥8-3 1911 

#^fF^:ifcl:Anal. Biochem. Vol. 210 (1993) 179-187 
##fp^:^2: Protein Sci. Vol. 8 (1999): 1475-1483 
#4#fF;SCik3: Biochemistry, Vol. 26 (1987) 3135-3141 
^^rfp^Ci^4:Natl. Acad. Sci. USA, Vol. 94 (1997) 3576-3578 
#H#fF:£i£fc5:Nat. Biotechnol. Vol. 17 (1999) 187-191 
#^fF^:i^6:Life Science News (Japan Ed.) Vol. 3 (2001) 6-7 
##ff\£Sfc7:J. Am. Chem. Soc. Vol. 117 (1995) 2373-2374 
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$¥¥fWJCWt8:J. Biol. Chem. Vol. 271 (1996) 3478-3487 
#4W3C$fc9:FEBS Lett. Vol. 486 (2000) 131-135 
^#W^CmiO: Zeolites, Vol. 11 (1991) 842-845 
##fF3$Cifcll:Adv. Mater., Vol. 8 (1996) 517-520 
##fF;SCifcl2:Chem. Eur. J., Vol. 7(2001) 1555-1560 

xn, m^<DMM^m^m^(DM^m^m^mzm^-^m^^mK 
7*—^r^?m&mmir%zbtfMm<DmMb%:^x\<^tc 0 tut. m^. u*<dv 
mat, *ne>d»e>«j**ix«y7*— /v^-f>-^ybdSrfjiiR$tbTv^ds, ^^<d 

hzmm-f zz.b&m&<DWimkti:ox^tc 0 *fc, ^*t^ n m^wj?*—/^^ 
^?<Dxm^v7*-/i'T>(>ymm&mTz®n-ttmm&£ftx\, me> 

<D^s^so^^tf-r**)5o ^eofcfe, sftw^sf ic*sv^h: n m-tus. 

-014, *HB&<Di*iv\ i,fri>mML®im *smx, ^^h-M^mmy^-^ 
^y^mm-um^mc^m^mm^^t^MM^wmt^x^ito m 
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[0015] Z<D£5tmUTfch<oX, if.&m%h\±, JifEt»&fi¥td^T N 

&mMitm±~'<DmmikU&nmiZM'<(Chem. Eur. J. Vol. 7 (2001) 1555-1560 

mvtcWi&mmttm*>s<?M, &sv ^®immm<7>3bz>m<nmmx£:mi,tc* 
i/^m^jr^Y^—zxtim-tzt. ztib<D?>'/<?m^te<Dmife'm&%: 

—nm. wm^m^^mtvxmmvm^t^^mu *^i^t§icso 

y*^sfm&m&-rz>tmmz., ^ti^mmm^b-r^^^mv^-^^ 
x±m\^tcm^kmm^m^^Mh^ vs.mmmm<7>. hzmommxtkmi, 

vh&wm'tzzbZB mb-rz>h(Dxibz> 0 *fc, *&w<Dm3v>nm*. mm^>^ 
?n^m^ttn&w-&-fz>z.b&n&)b'rz>h(Dx&z> 0 k^, ^m^m^wm 

^Mmm^mm-n^^m^^^vy^-^r^^M^mmi-^b 
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[0016] *&w(DMi<Di&mi£'o^xmmm\z.nwirz> 0 

(4) mikm^mfcmtetz&^&x&%?>;<?m&. mmm<Dmmx^i,tc 

(5) ^^4h-<—^^t?mmt(Dm^^ x^^y^h^—^m^y^^A 

[ooi7] *mwxte, mmmm^Mmbtezf^fntvxte, ~ma^ izmnmvm 
nh<D^iy^^^^h^—^x^m\^xw>^m.<DiLwm^^y^—/v 
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'<?m.*m>mis^ttMx»ftt>fiz> 0 ^mxmmmmmbvxm v ^ti% 

[0018] ^y^v^-^mmm<D^<^m<D^nmmtL-xn, -mat, zti&± 

^><d, Rx^m^>^W(D±w.m^^M^m^m^h(Dxfj:nti 
m*m\azmmteti:<, ^.(DXo^m^t, ^foh<Dmmmkhz>^\**bm& 
^xm\<^z.bj)^mx&z> 0 ^(Dm<Dmm<Dmmmbvx, —m%,v-^m<DT;v^ 

[ooi9] m^^m<onm^ -mat, ^^—^a>^^if, mtifa/vtc*^ 
ttm\^m^tcs-s&&&wmirz > titb^ ^ucomym^^ET^ xn 

f^cXY-Vl/, 4-(2-hydroxyethyl)-l-piperazineethanesulfonic acid (HEPES\ 

Jf/v=i—^ y i/y-fen— A\ Dextran T-500 -^Ficoll400 
*£}£*m-f %Z.btfX%Z>&, ^thbfcbb*$i%i><DXfets:<, mm^m^^i><D 

[0020] ^#ic£j&bfcs-s^&i«u ^(Dm^m-f-mTcmbvx^ &mx 
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[0021] *fc, »*v/^«<&flfc*fc:H\ -jRKirau empj^^i^Hs^ g^ttta* 

[0023] ^PJ<D^2<D^#{J:oV>-CJ€{^JNB^^i-5o 

(i)«*#3&^f^j5:^je) % ^^-efc^^v/^a©^^it«^, Site 
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<D^mz^t?^b%¥?mb-tz>mm (D x& (2) una*©!^*-— ^v^k 

O^^^t^^ir-r^MIE (1) (3) ©v ^T^^-IBftoy^^— A-tV^ 

(5) -tf^-Yh^-*^ T^E-~^3g£^tj> -t^mti-6tufB (1) (4) n 
Ttvd^clEife^y^^— /^y^K 

^#^1-^mjlE (5) \zmm<ny7*~^7 £ '(>y*cvb 0 

(8) *yh*<D*iss<?w&mft&. MmyT~i?>-?$>z>^b*!&mb'rz>mt& (2) 

frb (7) <dv ^-ftud^ciE^y^— ;^y^yh. 

(9) ^yhtp<DpHffimft\i!>K h))XT$S*#l'^JMffl& (TrisHCl) &T*/XW:4- (2- 
tKn^^A-) -l-^^s^^v^A-^vafc (hepes) ^fc5^t&#1§te1-5 
ttffB (2) (8) ©V vf ft*»tH|B*W>!J7;*-— ^^yK 

;*Wh— A^ isx^isXtett7*S—si>^$>ZZb&fflkb1rZ>WifR (2) (9) <D 

, Ficoll70, FicolHOO, jKyJBK, K^/HSKiH-hy^ACSDS), ^o— ^ ^A-a 

^y-fen— /V, ^Vv^— A- x v'^ny f ^hy>' % T5;n— ^ Dextran T-500, 
Tween20, Tween40 x Tween6(K NP-40, SB3-14, SB12, CTAB&OTritonX-lOOtf)? 
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{12)*yh#s HEPES, ^u^fy^tT/^V, 2-*/W7b^fi S—/^ 97*~fiSf4 

mrr—iX'* TrisHCU 2-*W7Y=#S— ^RXF^v^ikTsWyfrbteZ^y 
hXhZZ.k%W&b1rZ>mW. (l) fab (7) a>\ ^fifaKUmwy*—^^?* 

[0024] *mw<D^fe&?^/<?M<Dmmm?£%ft ?&.mm, -r^^ v?*- 

xxhztK -mat, ^Mm<D%^xmb^tLwmm.tm^^^^ 

^^jf-CfcSo *3£^<^.yH3, ^^/-^SC<D, g^h^if^^h^-* 

>^m<D^mM. vh'ttiizmfeztizh'Dxitt^ mi%, ^x^m^x 
mwistiZo m-m-rthi^ &<D£?tmrEx^m&?>/<?m<Dmmummt>fi 

[0025] #3§^<D3r;yM^ if^-r^-^^^^^y^^-zV^V^JCOflb,, ^BKlte, 

^mm^pHwrnm*^, mat. ^tib^mK, vy^-^r^mfa 

m)Mfab. «J&£*vTV^„ 
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[0026] #3BW0>*3**0\ z<Dn<D&&ffl*?pHmwti<DMmmkL.x^ m%.&. 

4-(2-hydroxyethyl)-l-piperazineethanesulfonic acid :HEPES) ^&^fZ>Z.b&X% 

•So 

[0027] £fc. ^m<D^yh^P(D^ v?*— /^^ym^wmfe&Mn&mmbL-xfe 

. 'Mx.ii, tf})^U>y*})^— MPEG20K, PEG800, PEG200, PEG3350), 
Ficc-1170, FicolHOO, tfVMm. K^/V^^by^ (SDS) , * N y*/V=i— 

X, sfy-tu— /K -Y/^h— /K v^n-y^^M;^ T^n— ^ Dextran T-500, 
Tween20, Tween40, TweenOO, NP-40. SB3-14. SB12, CTAB^.t^TritonX-100^^ 

[0028] mi&(Dz.bt£tfb, ^^nm^m^m^n^-r^^m^. ^m^s-smm 

*—;v*rrsy*m. mMy*T~*Jl/ m&M) ^.OTrisHCl^HEPES (pHfiS^J) ^ 

[0029] — ^yy^m^xmyx—tvtr^fwfe' x® ^^/^jc^^ 
nxu, mm. m^yh^^u.miv^-^^y'm^^mm^m) iz.£%n& 

pH^fb, nmmmhm^^t^x^±^ ztibbww&mzw-m-rzz. 

bhx%z<, 

[0030] b^X\ IWfoi, »^^ff<ajft^£ffi^9«£L-c, t£#tf>^ 
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mm&M<Dm^fr%frbfr^£>&K>ikx3sz > — ^<DU,mtvx^<^thx^ 0 m 
&mftiti, hepes, ^u#>4kTA'2iyw*.t£* m\rt-WJ*),2-*/vjj-7h=z- 
$j—>v^ Asf^ym* tfy^u^yy=t— /kdpeg2ok, 

PEG800 % PEG200, PEG3350<D5'*b<£>l;|i J $\ FicoinO&^VMS ^ -^tiy^^h]}^ 
)&TJ^®^t££lJ(#!jxJ^ Tween20, Tween40, Tween60, NP-40&51^3: 
TritonX-100) frht£&t$tf@&t})7£ — A^r^y^f s^y?T — h\JX — %lk#> 7&&m 

ztitt&f^&isriritM^ ±.m&fttwmL,xn* <Dmmmrf^m^.thx 
mmm(Dm^^m^^x^.mvtc^mm^^y^n, hzm<D}% 

[0032] £JUi3£^Ttfc, ^«14^^^^Ko^ttBSi^tg-^t4^^^^«^>##Mbtg 
£HSZ-930NHA, jity— *k»i) , zfcSJt^ic^g flj^jfc-p»UM£^v< 

(Zeolites, Vol. 11 (1991) 202.#J$) ^*Vb3r> ^J&bT^frSif^-fl^— 
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[0033] W7*—/\^>t>ym<Dumm-m*)i±. ^stttt;ic^y/^f 

if ^±9«^$tt5y 7^-— /v^-f « % -^tvSr^ftv ^<DJ;«9ift V > 

[0034] WJ^—^f^^m^m^ir^^^b^— P^mtStlZ^Tls^r-VJ* 

, settlers, if^-rh-<— ^©^ri-sjwa^icAs-tdSRrtgjfeT^^^^ 
[0035] myyx—s^^ym&ffij&irzif^^b^— ?<D-w&&Mi&irz>7cmfe. - 
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[0036] ^M©^3©«8«ltJ:oVN-CHl-t¥»I^Wi-5o 

(4) ift^it^M^^cfc^tt-efcs^^^®^, i^asomH-e^ufc 
, gfriB(5)^iamoy^-/v^>'^Jo 
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mRfrhkzzk&mkb'fz. Ursa (7) ^mmmy^—^^^no 

IW"*, IfflE (1) 2»k (8) <D\ ^flMZ&1fcW7*—A^4l/?n o 

>v^K©##Mb&jgr.£itr5, luted) a>e> O) ^tt^^ciE^y^-/^ 
[0037] w^h^- ^d^^sy^— ^^^m^n^t^^-y^Wtt 

rs>fm&, m^^n^mv^—^^^m^mrn'mMmux^ m?>/< 
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[0039] h^-b-x.^ i$.*is/<?m.<d s *mwv7*—^7*^ym^<Dw.m. frzwz^ti 
^<^mmm^m^m^mm^^tiz^^mmm<Dm^^m^^x^.m 

[oo4o] m^. *mw(Dm4<Dmm^\,^xmmm\mw-rz> 0 

^m^wxmm^^t^mmb^^^-^r^^mw-o 

(4) *i//<?m&&m. Rmmm&m$/xm7*-;v?r^^7T—<»ftte 

(5) mmzmmmFft£tc&^fe&xhz>*>/<?mh -^mm^^Mx^m^ 

o 

(6) m&mm*m&mtetcfr^m\>kxhz>?^<?mK mmm^mmx^mi^tc 
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(7) if ^ry-fh^-^K 7^-->Mt^U«/X!itiT^-!>Vt^ 

%n§#1-5, tfifE (i)a»£> do) vf ^^{cfB^oy^— A^*-fv^j*^i*s» 

JI^$*5tft^«^^^^«0^#ML^je^$*5«IIBSr^rrs. ItjlE(l) 
fab (l l) ^frtAzW&W7*~;v7^y&MWo 

[0041] ip&mw?*— jvfjisy&mtott.^ BRAwm^^-y^K v^^si?^^ 

[0042] UnUfcaSb, ^ffi-^^flfttf-ftljftljfe, 1~ 

*smx~h<o, M'&mfeZft, hz\<^ffi.&-&fr£fox®im&tizz.bizt£z > (Dx\ mz. 
mm£tiz>h<Dx~hm<s ^ mz&^mw^nA*&mbtth<oxitt\^ 
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K^y/^^^-^a^fe, StH^ifcfejfc^CStud. Surf. Sci. Catal. Vol. 125 
(1999) 1-12, Vol. 37 (1999) 537-557#{$) tfSflJffl T^T^ , JSfc, 

##K^#:©f^$4"Ctt, *8W*y^— ^^OjfiAfe (Zeolites, Vol. 16 (1996) 70 

[0044] ^M^y^^^-f^^frOitJfefc^S^^^Jttt^ H&3C*3&#»EoT 
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[0045] *mwiz, ^m&*>s<?M<Dmmmfexmmmz>h<Dx»&><o, ^mm^xox 

[0046] ^^^^m<Dmm^m^^mi¥'i:mKm^^nm^y 
*>3v^ h^m<Dmmx±i^m&mt\.x^m\^tc^^m^mir^ 
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[0047] wc, *&w\*, ^m&?>'/<?n<Dmmzmmttmt}&mirz!®n-ttmx»fr 
Tfitimftpystygz, h^^h^m<Dmmx^m^mti,x^vtz.^^ 
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[oo48] mnmRTt&i&MKm^^x*mw&M;fcmzmAir%&^ ^mmi*. 

r(Dmmmm^oxi^hm^ti^h<DXitt^\ 
[0049] *mx<Dmi<Dnm(DmMMRx?i£ifcm 

3«7v%!7^£*h P53(thfc3l04$&tt/HUfc. 
(c) y^^— >V 1 f4l/->f/^y-7T— 

if^^h^LTNa-BEA, ;?>v^ Jfi:L~CRPA70£rffl V ^~C\ y:7*— yV^V;/ 
^77- £>&^3r4&ttLfc 0 ;^7 ^ ^y^/^777-^i^ 20mMTris HC1 

pH7. 5, 0. 5M NaCl, 20mM 2-^;V^Y^J— /K 2. 5 (w/v) % poly 
ethylene glycol 20, 000, #^^#®^t£#J£ffiV\ M^tt^J^LT^l 
(v/v)% Tween20, Triton X-100, ^.tl^NP-^^V^fCo ^iBfS^^ 

[0050] 2)y^- /v^v^mf^ 
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1. 5ml<D^iy^>h*/V7^<-zffcl00in S <DmimifeM&Ath,0. 5ml<D6Mm. 
#t?T=-i?^ 20mM hy^T5;y^^H^m(TrisHCl)pH7. 5,0. 5M NaC 

^^®^(^^«0. 5-1. Omg/ml)%0. 5mtfjnx.fCo -<D^$c£, WZ?> 

Y CUTURE RCC-100(IWAKI GLASSY) "C, lR3f^«#Ufco 
[0051] *r<DgL 10000 x gT*5#ra^>^bT, ^|g!®^J^J^$-fr. _L^£l&*Ut 

tL3rlml<Z)20mM TrisHCl pH7. 5, 20mM 2-^/V^7 e h^^/— /VT^IUiSfco 

fc^, ioooo x g -e5#ra^'^b, jei^ ^cfc±^^-c/c„ m^tcmmmmm 

fc % lmioy^— /V^^/^^r— (50mM HEPES pH7. 5, 0. 5M NaCl 

, 20mM v^^—/^-c>^m^R^4^r^^-mm 
[oo52] mmm^m^^mmvtcm^^m^m-mm^^ib^ ^(Dmmm^n 

tMSMT^RGTARY CUTURE RCC-100(IWAKI GLASS*±®D -e*#L 
tc 0 ^<D'&, 10000 X g -e5#ra^LT, ^iW?£#J£«;£ii\ »>v^|f& 

[0053] 3)^»J^^ 

lpmol<D^ttlll{i#:^ltbfc^y^^l/^^KDNAfcy7^-/V^>'^b 
fc^V^RSr, ffij&25mM HEPES pH7. 4, 50mM KC1, 20%glycerol x 0 
. 1% NP-40 % ImM DTT\ .S-tFlmg/ml bovine serum albuminCO^^ 

*px\ tK±3o^4>^^<— bu 4. 5%£>#y r^y/vr^y y/i^-eo. sxtbeo/^ 
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[0054] (b)7$})*7— ^ZTv^ 

H^BNA^LX, poly(dA)oligo(dT) j2 , fc3V>te:DNase I-activate calf 
thymus DNA^fflUK^^}*.m^(*l-^)50nmM TrisHCl pH7. 5 
% ImM DTT\ 15% glycerol, 5mM MgCl . 0. 5juM dTTP(cold) (rf-^J 

2 

/vm^O >m) , C H] — dTTP (5mCi/ml : 100-500cpm/pmol) <Dh £>£ffl V yfc 

[0055] E^^^-^ofcDESl^^K^^Tb, f^^fc^, bf— Otp 

V\ ^Oi, 3»Lfco ^J^^LT^cffcli&DESllftSr, ^^V— ^Aofc 
/MT/M^AtU ^^l^-^a^l»^-T^#t^(cpm)^aiJ^b^ HBR^ 
^/KOfiH4^S33lV ^^^$tvSDNAle:®cJ|ttiI^^#:-e^bfcdTT 

[0056] (c)y/f-AOMiJ^ 

SSCtOftlMM. lysodeikticus£iiU\ ^.fl^OmMV^Wt^y^T— -?!$I$®U 0 

. i6mg/ndm&<?>mffl®m$:mmLi£o ^os«^48o M 1^20^1^^^ 

Onm©»3fc0£«rWJ£Ufco 

[0057] ^mmm-m^^htiti^mmmom^h^ ^m^^—^r^m . 
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[0058] imi] 
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50mM HEPES pH7.5/0.5M NaCl/20mM 2-JAdl7*H»/ 





1 




2 




3 




4 




5 




6 




7 




8 




9 




10 




11 




12 




13 


3Sflfc#J 


14 




15 




16 




17 




18 




19 




20 


mm® 


21 




22 




23 


s§ si 01 


24 




25 




26 




27 




28 




29 




30 




1 




2 




3 




4 




5 




7 




6 




9 




10 




11 


ifc«0>J 


12 




13 




14 




15 



50mM HEPES pH7.5/0.5M NaCI/20mM 2-^7>l*A 
50mM HEPES pH7.5/0.2M NaCI/20mM 2->/Wj7>X*/- 
50mM HEPES pH7.5/0.1M NaCI/20mM 2->fl,*7>X*/- 
50mM HEPES pH7.5/0.1M NaCI/20mM 2->JH]7>X*A 
50mM HEPES pH7.5/0.1M NaCI/20mM 2-*JU*7>X*A 
50mM HEPES pH7.5/0.1M NaCI/20mM 2->/U*l7>X$/- 
50mM HEPES pH7.5/0.5M NaCI/20mM Z-jMTYx*/- 
50mM HEPES pH7.5/0.5M NaCI/20mM 2-*JU*7>X*/- 
50mM HEPES pH7.5/0.5M NaCI/20mM 2->/U*7>l*A 
50mM HEPES pH7.5/0.5M NaCI/20mM 2->iU*7"H*A 
50mM HEPES pH7.5/0.5M NaCI/20mM 2-M*i7 # rI*A 
50mM HEPES pH7.5/0.5M NaCI/20mM 2-jM7>Xj7- 
50mM HEPES pH7.5/0.5M NaCI/20mM 
50mM HEPES pH7.5/0.5M NaCI/20mM 
50mM HEPES pH7.5/0.5M NaCI/20mM 2-Aldl7'hX*/' 
50mM HEPES pH7.5/0.5M NaC!/20mM 2-tMO'Yl$J 
50mM HEPES pH7.5/0.5M NaCI/20mM 2- < M*7>I*;- 
50mM HEPES pH7.5/0.5M NaCI/20mM 2->^7>X*/- 
50mM HEPES pH7.5/0.5M NaCI/20mM 2-/JWb7>X$/- 
50mM HEPES pH7.5/0.5M NaCI/20mM 2-**fc7>X9/< 
50mM HEPES pH7.5/0.5M NaCI/20mM 2-Mi)7>X$t/ 
50mM HEPES pH7.5/0.5M NaC!/20mM 2-JM7>X*/ 
50mM HEPES pH7.5/0.5M NaCI/20mM 2-iMM'Vx^J 
50mM HEPES pH7.5/0.5M NaCI/20mM 2-MHl7>X*/ 
50mM HEPES pH7.5/0.5M NaCI/20mM 2-tMiYMJ 
50mM HEPES pH7.5/0.5M NaCl/20mM 2-/*ft»X*/ 
50mM HEPES pH7.5/0.1M NaCI/20mM 2-/AA7'tX$/ 
50mM HEPES pH7.5/0.1M NaCl/20mM 2-Mjb7>X$/ 
50mM HEPES pH7.5/0.1M NaCI/20mM 2->/i4l7*rX$/ 
50mM HEPES pH7.5/0.1M NaCI/20mM 2-tMlJ*YZ$J 



JU/'j7tAf"<^'H^ #1/1 (v/v)X Tween 20 
JV/'j7t^fV^*H : f-^l/1(v/v)% Tween 20 
*/U7**TV>?S?ft/1(v/v)ft Tween 20 
;U/2.5%(w/v)PEG20K/1(v/v)% Tween 20 
n,/2.5%(w/v)PEG20K/1(v/v)* Triton X-100 
JU/2.5%(w/v)PEG20K/1(v/v)% NP-40 
fc/2.5%(w/v)PEG20K/0,5(v/v)K Tween 20 
•JW2.5%(w/v)PEG20K/2(v/v)% Tween 20 
■/V/2.5%(w/v)PEG20K/3(v/v)* Tween 20 
^/2.5%(w/v)PEG20K/5(v/v)% Tween 20 
•JV/10(w/v)%PEG8000/1(v/v)S Tween 20 
•Jlr/5tfw/v)%PEGB000/1(v/v)ft Tween 20 
^/1.0(w/v)9iPEG8000/1(v/v)% Tween 20 
*/0.5(w/v»PEG8000/1(v/v>X Tween 20 
•fc/1.0(w/v)%PEG3350/1(v/v)% Tween 20 
A>/10.0(w/v)%PEG200/1(v/v)% Tween 20 
•^/0.5(w/v)%PEG20K/1<v/v)% Tween 20 
•^/1.0(w/v)*PPG2000/1(v/v)% Tween 20 
-^/5.0(w/v)%PPG400/1(v/v)% Tween 20 
^/1.0-5.0%Ficol170/1(v/v)% Tween 20 
-fl,/0.1% £-cyclodextrin/1(v/v)% Tween 20 
-*/0.5(w/v)%PEG20K/1(v/v)X Tween 20 
-*/0.5(w/v)SPEG20K/1(v/v)% Tween 20 
-^/0.5(w/v)%PEG20K/1(v/v)% Tween 20 
-*/0.5(w/v)HPEG20K/1(v/v)% Tween 20 
-fc/O.5(w/v)%PEG20K/2(v/v)% Tween 20 
-fc/0.5%(w/v)PEG20K/1(v/v)% Tween 20 
-^/0.5%(w/v)PEG20K/1(v/v)% Tween 20 
'-A,/0.5tfw/v)PEG20K/1(v/v)* Tween 20 
Hl/0.5%(w/v)PEG20K/1(v/v)S Tween 20 



50mM HEPES pH7.5/0.5M NaC!/20mM 2-/A.ft7>x5i/-^/0.5(w/vWEG20K/1(v/v)% Tween 20 
50mM HEPES pH7.5/0.5M NaCI/20mM 2->**)7>I$V-&/0.5(w/v)*PEG20K/Uv/v)% Tween 20 
50mM HEPES pH7.5/0.5M NaCI/20mM 2-J^7>X*y-fc/0.5(w/v)%PEG20K/1(v/v)% Tween 20 
50mM HEPES pH7.5/0.5M NaCI/20mM 2-iiUii7>X$y-JU/0.5(w/v)XPEG20K/1(v/v)% Tween 20 
50mM HEPES pH7.5/0.5M NaCI/20mM 2-;»/^7>I*yHU/0.5(w/v)XPEG20K/1(v/v)% Tween 20 
50mM HEPES pH7.5/0.5M NaCI/20mM 2-^^7>I$y-JU/0.5(w/v)56PEG20K/Uv/v)% Tween 20 
50mM HEPES pH7.5/0.5M NaC1/20mM 2->A^7>I*;HU/0.5(w/v)%PEG20K/1(v/v)% Tween 20 
50mM HEPES pH7.5/0.5M NaCI/20mM 2-^7>I^y-JV/0.5(w/v)XPEG20K/1(v/v)X Tween 20 
50mM HEPES pH7.5/0.5M NaCI/20mM 2->A^7>X$y-rt,/0.5(w/v)%PEG20K/1(v/v)% Tween 20 
50mM HEPES pH7.5/0.5M NaCI/20mM 2-^*7>I*;-flyo.5(w/v)*PEG20K/1(v/v)K Tween 20 
50mM HEPES pH7.5/0.5M NaCI/20mM 2-^*7>I*;-&/0.5(w/v)*PEG20K/1<v/v)K Tween 20 
50mM HEPES pH7.5/0.5M NaCI/20mM 2->Jl,A7>I^y-n,/0.5(w/v)%PEG20K/1(v/v)% Tween 20 
50mM HEPES pH7.5/0.5M NaCI/20mM 2-M*7>X^;-n,/0.5(w/v)%PEG20K/1(v/v)X Tween 20 
50mM HEPES pH7.5/0.5M NaC!/20mM 2-*JV*7>I*/-/iyo.5(w/v)%PEG20K/2(v/v)% Tween 20 



[0060] ^mM<Dm2(Dmm<DmmmRx^itmm 

sir, *mnmx\^ ^m^m^^^^^^m^^^^®^^ 
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[0061] (b)aett^^^«*«K 

(c) >v*r^y^y~7r— 

— $BLK\^ V^^—^f^^^yyr—tVX, 50mM HEPES pH7.5/0.5M 
NaCl/ 20mM /P/2.5(w/v)% /tfym^wv^ya— ,y 

20000 (y 37*- >ym*) /l(v/v)% Tween20 (^ffi^ti^J) 

[0062] 2)y^~ A-X^^fE 

1.5ml(D^^>'K/W^^3.~^^C100mg^D^tg®^J^A4^^ 0.5ml<D6M^^ 
T^^>"20mMhy^T^7^^^H^^^(TrisHCl)pH7.5-0.5M NaCl-20mM 2-^ 
/Vjj^hx.?/— ^lJWX.XmmVtc 0 6Mi£^T--^V-20mM 2-^V# 

1.0mg/ml)^0.5ml*Px.fc o ^©S^M, ^^^^«^tgBS:^J±^P^*^ 
fkmz-tZtctb^ >(SM^^Md^fcROTARY CUTURE RCC-100(IWAKI GLASS 

[0063] ^i, ioooo x g-es^jt^L-T, mmmmMZitm^. ±m^m^tio 

Srlml<£>20mM TrisHCl pH7.5-20mM 2-*;Vjj^fY^-? sVXAmVbotM, 10000 
X^-tV^rjl/ff/^yyT— (50mM HEPES pH7.5, 0.5M NaCU 20mM 2-^^h^- 

[0064] mmmmm± imMLtcm*^<?m%m.m • mm^^tab ^mmm^n 

rJH£MTtf>ROTARY CUTURE RCC-100(IWAKI GLASSf±§g) -ejft#Ufc 0 

, 10000 Xgf5Wt^LT, ^tm?£#J&M:£ii\ ^*>^fC£-^t?_L}l#.& 
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cooes] 3)fiH4aasiftf^ 

£&J&25mM HEPES pH7.4-50mM KCl-20% glycerol-0.1% NP-40-lmM 
DTT-lmg/ml bovine serum albumintf)^?^"^ zK-bSOSHV^^— 4.5%(D 

t>%. y^-z^v^^^j^Lfco 

[0066] (b)#yy^— ifT5/-fe-f 

^MDNA^bT, poly(dA)oligo(dT) $>£lM3DNase I-activate calf thymus DNA 

12-18 

SMgfflU RffcMWZ. B.f&(WM£.)50nmM TrisHCl P H7.5-lmM DTT- 15% 
glycerol -5mM MgCl -0.5 ju M dTTP (cold)(^v7l^Hy>-^) -[ 3 H]-dTTP 

2 

(5mCi/ml: 100-500cpm/pmol)Ot>O^V^fc„ 3fc1\ ^OSiS^O^S/5 s 2^C»t> 
[0067] jE^t!l9IofcDE81ttK:Rrt;ttJH(rTU tr— 

m--^hy?-M^$rc30fTv\ &wc\ aHy*-e3iHK hi-, =^?;—/vx*2mft 

/VT/HCAfU ^V^W-^a^^^-T^^ttCcpmJSrSiJ^b^o B^U- 
^/POEHfe&sg&l^iif. ^rtb-C^^tt^DNAI^ JS^tttPMfcfr-eKfllUfe: 
dTTP^«t«9^<5l»9ii*tb, ;&ttt£^ifK&3<^T% ^tl(a^W^f 0gMJ 
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[0068] (c)y>*^— Jxom&mfe 

mW^mMM. lysodeikticusSrilt^ Z.fo&50mMV >m^y7T—Xmmh, 

o.i6mg/mmi&<nmmmm*mmistio ^mmmm^on 1^20 M ( 

&mV^7—J>dmm$:1]\\X., ^UXZOftm^*^— hVtc 0 W<fc s $t;ft450nm 

[0069] (d)h^y^— t?tf£Mlj5t 

0.5 ix gCOsupercoiled pBR322£ % Y^V^y—' £ (Topoisomerase) Wy^fW&IX. 
J^^^^y^T^dOmM TrisHCl, pH7.5, 150mM NaCl, 5mM J3 -mercaptoethanol, 
0.5mM EDTA) tdl$IU Z7X:X30^4>^r^— i/B^Vtc^ 0.1%SDS£r$^jnUE 
J^^ihbfCo Jfcfcl, miC0.5M g/ml proeinase KSr^tlU 37^^30^^^-^ 
~> 3 ^U ^*0^>v^fCHK^yy^-l?i£^U'c„ Z.(D'&^ ^<D?&£. l%(w/v) 
T^fn— ^-e«M^c»jL. 0.5 ju g/ml<£^^A:/n^R-eDNAlfe£.U UVh^ 
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50mM HEPES pH7.5/0.5M 



NaCI/20mM 2-M*7>X»y^/U7»fl>fVy»;H^/IM^>3Ri8tBgtta 
NaCI/20mM 2->/Hl7>X*yHl/'j7*JI,T -f^H^*/1(v/v)% Tween 20 



50mM HEPES pH7.5/0.5M I 

50mM HEPES P H7.5/0.2M NaCI/20mM 2-M^7>X*y-jV/'j7**T O^ETfc/Kv/v)* Tween 20 
50mM HEPES pH7.5/0.1M NaCI/20mM 2->JU*7>I^/-JV/U7*Af ttt'HM/Kv/vft Tween 20 
50mM HEPES pH7.5/0.1M NaCI/20mM 2->^7>X^/-jU/2-5%(w/v)PEG20K/1(v/v)% Tween 20 
50mM HEPES pH7.5/0.1M NaCI/20mM 2->^*7>X^/-^/2.5%(w/v)PEG20K/1(v/v)% Triton X-100 
50mM HEPES pH7.5/0.1M NaCI/20mM 2->ji*7>xV~W2.5%(w/v)PEG20K/1(v/v)% NP-40 
50mM HEPES pH7.5/0.5M NaCI/20mM 2-^*7 , hX^/-iV/2.5%(w/v)PEG20K/0.5(v/v)% Tween 20 
50mM HEPES pH7.5/0.5M NaCl/20mM 2->A,*7>X$y-A,/2.5%(w/v)PEG20K/2(v/v)% Tween 20 
50mM HEPES pH7.5/0.5M NaCI/20mM 2->n,*7>X^/-fl,/2.5%(w/v)PEG20K/3(v/v)% Tween 20 
50mM HEPES pH7.5/0.5M NaCI/20mM 2-*&*7>XV-M,/2.5*(w/v)PEG20K/5<v/v)% Tween 20 
50mM HEPES pH7.5/0.5M NaCI/20mM 2->/U*7>X*y-/iyiO(w/v)%PEG8000/1(v/v)% Tween 20 
50mM HEPES pH7.5/0.5M NaCI/20mM 2-/;ir*7>X^-/|,/5.0(w/v)%PEG8000/1(v/v)% Tween 20 
50mM HEPES pH7.5/0.5M NaCl/20mM 2-M*7>X*y-n,/1.G(w/v)%PEG8000/1<v/v)% Tween 20 
50mM HEPES pH7.5/0.5M NaCI/20mM 2-M*7>X*y-JV/0.5(w/v)%PEG8Q00/1(v/v)% Tween 20 
50mM HEPES pH7.5/0.5M NaCI/20mM 2-/11* 7>x*y-fl,/1.0(w/v)%PEG33 50/ 1(v/v)* Tween 20 
50mM HEPES pH7.5/0.5M NaCI/20mM 2-y^*7>X^y-^/10.0(w/v)%PEG200/1(v/v)% Tween 20 
50mM HEPES pH7.5/0.5M NaCI/20mM 2->^*7>X^y-^/0.5(w/v)%PEG20K/1(v/v)% Tween 20 
50mM HEPES pH7.5/0.5M NaCI/20mM 2->^7>X*y-^/1.0(w/v)%PPG2000/1(v/v)% Tween 20 
50mM HEPES pH7.5/0.5M NaCI/20mM 2-M*J7>X^y-jl/5.0(w/v)%PPG400/1(v/v)% Tween 20 
50mM HEPES pH7.5/0.5M NaCI/20mM 2-M*7>X*y-;waO-5X)%Ficoll70/1(v/v)% Tween 20 
50mM HEPES pH7.5/0.5M NaCI/20mM 2->JH37>X*y-;i>/0.1% £ -cyclodextrin/1 (v/v)% Tween 20 
50mM HEPES pH7.5/0.5M NaCI/20mM 2->J^7>X^y-fl,/0.5(w/v)%PEG20K/1(v/v)% Tween 20 
50mM HEPES pH7.5/0.5M NaCI/20mM 2-/^*7>X$y-/l,/0.5(w/v)%PEG20K/1(v/v)% Tween 20 
50mM HEPES pH7.5/0.5M NaCI/20mM 2-yn,iJ7>X^y-Jt/0.5(w/v)%PEG20K/1(v/v)% Tween 20 
50mM HEPES pH7.5/0.5M NaCI/20mM 2-yj^7>X$y-V0.5(w/v)%PEG20K/1(v/v)% Tween 20 
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V7*~/^^ymmmmmm)kvx, &ibi-s£9, lou^ut, mmn*? 

x-r^-rx, ^\t^wmmx^ 0 
[oo78] (w^^y^mmm 

^ £ $0 x P53 (fch £ Ufc 0 
(c) /V^V^^^^^T— 

— /l^V^/^r— £LT, 50mM HEPES pH7. 5/0 
. 5M NaCl / 20mM 2-^/1^*7 7°]>^/— /V / 2. 5(w/v)% atfyaL^-v 
l/?X)zi~-;v 20000 (y7^-;Vf^y^Hf) / l(v/v)% Tween20(#ffi 
^tt^J)om^^fflV^c 0 ^11, 12, 14f£, fflV^cU^— /V^^^^^T 

[0079] 2)])-?*— )V*f^>fWfe 

1. Sml^^^^F/K^^— 100mg<^y^— /V^W^J^rA^ 0. 5 
mltD6M^^T=i^>"20mMh!;XT^/^^H^^^(TrisHCl)pH7. 5-0. 5 
MNaCl-20mM 2-^V^yy^/—/U^jjnx.XmMVfc 0 ^.tlK, 6M&St?7~ 

®SSS*(»*ttO. 5—1. Omg/ml)$rO. 5mliHljtfco ^LCD*!^^ tt^^^St 

(ROTARY CULTURE RCC-100:IWAKI GLASS*±$g)-C N l^F^«#Lfc 0 

[0080] ^ro^ x ioooo x g t?5®>raS'i>uT, v^—/^r^M^ttm^, ±M^ 

^i"Sfc^^ N ^tv€rlml<D20mMTrisHClpH7. 5-20mM 2-^/V^Y^/— 
JW4W(fco1t&.. 10000 Xg-e5S>ra3S^L, ^Cfc±^^Tfc 0 Sofcy7i 
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—ASfj-yjfMz.* lTnKD])7*—/V74>y/^y7T—(50mM HEPES pH7. 5, 
O. 5M NaCU 20mM I-J-JV^Y^Z J— JV, V 7± —/V^J H =f-JgO*$M$r 

[oo8i] v^^-^r^m±\mm\^tcm^^m^m-^m^^tcmz^ 

&Tf1&mT(Dlfcmi%M$& (ROTARY CULTURE RCO100:IWAKI GLASS 

#M)x»m.w\Jz. 0 ioooo x g -e5#ra^bt, y^-^v^^j^et 

[0082] 3)iSH4»l5£J*fts 

(a^/W^bTy-tM' 

/c^^^a^r, J|a^25mMHEPES pH7. 4-50mM KCl-20%glycerol-0. 1 
%NP-40« lmMDTT- lmg/ml^ifcttT/K/^ ( bovine serum albumin) <DW- 

m^x\ 7k±.30ft'C>'3c^<<— hu 4. 5%<^yr^y/vT^/y/v-eo. 5xtbe^> 
y^— A^-r^^SrWJfebfc, 

[0083] (b)tfV*?— WjrfeW 

^MDNAirUT, poly (dA) oligo (dT) MiDNT — If 1 (DNasel) 

12—18 

itfr^mffiDN A (activate calf thymus DNA)£4£/SU SJ&iSfctt*B^ 5 
OmM TrisHClpH7. 5-lmM DTT-15%glycerol-5mM MgCl -0. 5/iM dTT 

2 

P (cold)(^v7V^Hyv^) -[ 3 H]-dTTP (5mCi/ml: 100-500cpm/pmol)£> 
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[0084] jE##fc#o^E8i«fc^#«r»TU t-^-ot 

^~^hy^A;fc^f&-e3iatfTV\ jfcvvc, n@7k-e3HK j£^y/~^-e2is!?Ti> 

o 

[0085] (c)y^-^©flH4a9S 

IftHeiM. lysodeikticus£5IiU\ £ft&50mMy>'Bfe>*5':7T— T?I8$RU 0 
. 16mg/ml«f£©SICj?S9KSrPaiUfeo -<^^®^480mH-> 20 

[0086] (d)h^y^7— vim&Mfe 

0. 5 Ai g<£>supercoiled pBR322£r^-l'yy^— tfl (Topoisomerasel) 
%\ K*S^<y7T— (10mMTrisHClpH7. 5, 150mM NaCl, 5mM 0-merca 
ptoethanol.O. 5mM EDTA) KlfgjBU 37^^30^^^^— >a^Lfc#, 0 
. 1%SDS£»1U SJ&SHSlkUfco Jfcfcl, £*UO). 5» g/mlr/PTM^— i?K( 
proteinase K)£r«fc!inU 37^Cl?30^^^^— v^U $?"£CD^>v-^Sfr-/}^fy 
y^— tfl^r^bfco r<D»l%(w/v)T;tfn-*T*m^»JU 0. 5/z 

g/ml(DJi^!7Ay'n^K-eDNA|fefeU UVr-^V^/l^— 9— "CJ^^ 

[oo87] ±^m-&i¥xnbtittmnM<Di&&7?&^ m& <$z7*—nsf&?m , 
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50mM HEPES pH7.5/0.5M NaCl/20mM 2-tM&'n$J- 



mmm 


1 


mmm 


2 


mmm 


3 


mmm 


4 


mmm 


5 




6 




7 
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mmm 
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$tfi 


10 




11 


361608 


12 




13 


mmm 


14 




15 




16 




17 


mm 


18 


mmm 


19 


mmm 


20 




21 


M£#J 


22 




23 




24 




25 




26 




27 


MUM 


28 


mmm 


29 




30 



50mM HEPES pH7.5/0.5M NaCI/20mM 2-*J«l7>I*/- 
50mM HEPES pH7.5/0.2M NaCI/20mM 2->iU*7>X*/- 
50mM HEPES pH7.5/0.1 M NaCI/20mM 2-/**7>X*/- 
50mM HEPES pH7.5/0.1M NaCI/20mM 2-M*7>lV" 
50mM HEPES pH7.5/0.1M NaCI/20mM 2-jM*7"rX>/- 
50mM HEPES pH7.5/0.1M NaCI/20mM 2-/Ad7>X*S- 
50mM HEPES pH7.5/0.5M NaCI/20mM 2~>W*7*rX$/- 
50mM HEPES pH7.5/0.5M NaCI/20mM 2-MA7>X*/- 
50mM HEPES pH7.5/0.5M NaCI/20mM 2->il*7>X>/- 
50mM HEPES pH7.5/0.5M NaCI/20mM 2-/iHj7*rX$y 
50mM HEPES pH7.5/0.5M NaCI/20mM 2->fc*7*rX*/- 
50mM HEPES pH7.5/0.5M NaCI/20mM 2-jtjlA7>X*S- 
50mM HEPES pH7.5/0.5M NaCI/20mM 2->W*7"rX*/ 
50mM HEPES pH7.5/0.5M NaCI/20mM 2-/JWb7>X*/ 
50mM HEPES pH7.5/0.5M NaCI/20mM 2-/*l)7>X$/ 
50mM HEPES pH7.5/0.5M NaC1/20mM 2-/M7>X$/ 
50mM HEPES pH7.5/0.5M NaCI/20mM 2-/M7'hXf/ 
50mM HEPES pH7.5/0.5M NaCI/20mM 2->M7>Xj/ 
50mM HEPES pH7.5/0.5M NaCI/20mM 2-*JV*7*rX*/ 
50mM HEPES pH7.5/0.5M NaCI/20mM Hrt/HW 
50mM HEPES pH7.5/0.5M NaCI/20mM 2-«7>I>/ 
50mM HEPES pH7.5/0.5M NaCI/20mM 2-/JV*7>X$/ 
50mM HEPES pH7.5/0.5M NaCl/20mM HW»I»/ 
50mM HEPES pH7.5/0.5M NaCI/20mM 2->JV*7>X*y 
50mM HEPES pH7.5/0.5M NaCI/20mM 2-*JU*7>x*/ 
50mM HEPES pH7.5/0.1M NaCI/20mM 2-/Jldl7>X$A 
50mM HEPES pH7.5/0.1M NaCI/20mM 2->M7>X*/ 
50mM HEPES pH7.5/0.1M NaCI/20mM 2-/**7>X*/ 
50mM HEPES pH7.5/0.1M NaCI/20mM 2-/M7>X*/ 
50mM HEPES pH7.5/0.5M NaCI/20mM 



IWWtbT O*) BTtt/Kv/vM Tween 20 
*/V7*J^Vtt°B7tt/1(v/v)K Tween 20 
Jl'/ l J7*iUTV>yH^»t/1(v/v)% Tween 20 
A>/2.5%(w/v)PEG20K/1(v/v)% Tween 20 
fl,/2.5%(w/v)PEG20K/1(v/v)% Triton X-100 
^/2.5%(w/v)PEG20K/1(v/v)% NP-40 
^/2.5%(w/v)PEG20K/0.5(v/v)% Tween 20 
^/2.5%(w/v)PEG20K/2(v/v)% Tween 20 
fl>/2.5%(w/v)PEG20K/3(v/v)% Tween 20 
•JI,/2.5%(w/v)PEG20K/5(v/v)% Tween 20 
JW/10(w/v)%PEG8000/1(v/v)X Tween 20 
•fc/5.0(w/v)%PEG80Q0/1(v/v)% Tween 20 
•^/1.0(w/v)%PEG8000/1(v/v)% Tween 20 
JV/0.5(w/v)%PEG8000/1(v/v)% Tween 20 
.0(w/v)%PEG3350/1(v/v>% Tween 20 
-/V/10.0(w/v)%PEG200/1(v/v)% Tween 20 
;i//0.5(w/v)%PEG20K/1(v/v)% Tween 20 
-^/1.0(w/v)%PPG2000/1(v/v)% Tween 20 
-^/5.0(w/v)%PPG400/1(v/v)% Tween 20 
-;U/1.0-5.0%Ficoll70/1(v/v)% Tween 20 
-fc/O.1% £-cyclodextrin/1(v/v)% Tween 20 
-iU/0.5(w/v)%PEG20K/1(v/v)% Tween 20 
-JU/0.5(w/v)%PEG20K/1(v/v)% Tween 20 
-iU/0.5(w/v)%PEG20K/1(v/v)% Tween 20 
-;U/0.5(w/v)%PEG20K/1(v/v)% Tween 20 
-JV/0.5%(w/v)PEG20K/1(v/v)% Tween 20 
-^/0.5%(w/v)PEG20K/1(v/v)X Tween 20 
-^/0.5%<w/v)PEG20K/1(v/v)% Tween 20 
-fl,/0.5%(w/v)PEG20K/1(v/v)% Tween 20 
-^/0.5(w/v)%PEG20K/2(v/v)% Tween 20 



[0091] [^12] 



50mM HEPES pH7.5/0.5M NaCI/20mM 2-/JUft7>X»/-fU/U7^f V>»'H^/ff^»>iRi|tlMatt» 
50mM HEPES pH7.5/0.5M NaCI/20mM 2->iU*7>X$/-^/0.5(w/v)%PEG20K/1(v/v)% Tween 20 
50mM HEPES pH7.5/0.5M NaCI/20mM 2-/iUj!j7 c rX^/-^/0.5(w/v)%PEG20K/1(v/v)% Tween 20 
50mM HEPES pH7.5/0.5M NaCI/20mM 2-^U*7>X$y-n,/0.5(w/v)%PEG20K/1(v/v)% Tween 20 
50mM HEPES pH7.5/0.5M NaCI/20mM 2->^*7°H>/-^/0.5(w/v)%PEG20K/1(v/v)% Tween 20 
50mM HEPES pH7.5/0.5M NaCI/20mM 2-^JU*7>X>y-fl,/0.5(w/v)%PEG20K/1(v/v)% Tween 20 
50mM HEPES pH7.5/0.5M NaCI/20mM 2-^iU*7>Xjy-;i,/a5(w/v)%PEG20K/1(v/v)% Tween 20 
50mM HEPES pH7.5/0.5M NaCI/20mM 2~^IUA7>Xj/-^/0.5(w/v)%PEG20K/1(v/v)% Tween 20 
50mM HEPES pH7.5/0.5M NaCI/20mM 2-/^7>X^/-^/0.5(w/v)%PEG20K/1(v/v)% Tween 20 
50mM HEPES pH7.5/0.5M NaCI/20mM 2-/;U*7>X>/-^/0.5(w/v)%PEG20K/1(v/v)% Tween 20 
50mM HEPES pH7.5/0.5M NaCI/20mM 2-*JU*7>X*/Hl>/0.5(w/v)%PEG20K/1(v/v)% Tween 20 
50mM HEPES pH7.5/0.5M NaCI/20mM 2->JU*7>X*/-A^0.5(w/v)%PEG20K/1(v/v)% Tween 20 
50mM HEPES pH7.5/0.5M NaCI/20mM 2-*JWb7>X^-/iyo.5(w/v)%PEG20K/1(v/v)% Tween 20 
50mM HEPES pH7.5/0.5M NaCI/20mM 2-/M7>X^/-^/0.5(w/v)%PEG20K/1(v/v)% Tween 20 
50mM HEPES pH7.5/0.5M NaCI/20mM 2-/^7>x5r/-^/0.5(w/v)%PEG20K/1(v/v)% Tween 20 
50mM HEPES pH7.5/0.5M NaCI/20mM 2-^;U*7*hX>/-^/0.5(w/v)%PEG20K/1(v/v)% Tween 20 
50mM HEPES pH7.5/0.5M NaCI/20mM 2-^il,*7>X$/-^/0.5(w/v)%PEG20K/1(v/v)% Tween 20 
50mM HEPES pH7.5/0.5M NaCI/20mM 2->^7°hX$/-^/0.5(w/v)%PEG20K/1(v/v)% Tween 20 
50mM HEPES pH7.5/0.5M NaCI/20mM 2-M*7>X^/-/l,/0.5(w/v)%PEG20K/1(v/v)% Tween 20 
50mM HEPES pH7.5/0.5M NaCI/20mM 2-/^7>X^y-^/0.5(w/v)%PEG20K/1(v/v)% Tween 20 
50mM HEPES pH7.5/0.5M NaCI/20mM 2-^*7>X*/-Jl,/0.5(w/v)%PEG20K/1(v/v)% Tween 20 
50mM HEPES pH7.5/0.5M NaCI/20mM 2-tllb7° rl*y-JW/0.5(w/v»P EG 20K/1(v/v)% Tween 20 
50mM HEPES pH7.5/0.5M NaCI/20mM 2-/M7>X^y-JI,/0.5(w/v)%PEG20K/1(v/v)% Tween 20 
50mM HEPES pH7.5/0.5M NaCI/20mM 2->^*7>X$y-il/0.5(w/v)%PEG20K/1(v/v)% Tween 20 
50mM HEPES pH7.5/0.5M NaCI/20mM 2-//U*7>X^/-^/0.5(w/v)%PEG20K/1(v/v)% Tween 20 
50mM HEPES pH7.5/0.5M NaCI/20mM 2->i^7°hx^y-^/0.5(w/v)%PEG20K/1(v/v)% Tween 20 
50mM HEPES pH7.5/0.5M NaCI/20mM 2->^7"hxjy-;i,/0.5(w/v)»PEG20K/1(v/v)% Tween 20 
50mM HEPES pH7.5/0.5M NaC1/20mM 2-^iV*7'hX*;-Jl/0.5(w/v)%PEG20K/1(v/v)% Tween 20 
50mM HEPES pH7.5/0.5M NaCI/20mM 2->i^7>X*/-^/0.5(w/v)%PEG20K/1(v/v)% Tween 20 
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50mM HEPES pH7.5/0.5M NaCI/20mM 2-/^*7>X»y-^/'j7t^f WB^/tM j^yStefr] 

ltR9J 1 50mM HEPES pH7.5/0.5M NaCI/20mM 2-/M7 K*/Hl>/0.5(w/v)%PEG20K/1(v/v)% Tween 20 

tfc&flj 2 50mM HEPES pH7.5/0.5M NaCI/20mM 2-/;i>*7>X*/-^/0.5(w/v)%PEG20K/1(v/v)% Tween 20 

tt&tft\ 3 50mM HEPES pH7.5/0.5M NaCI/20mM 2-/Jl*7>X^y-/l/0.5(w/v>%PEG20K/1(v/v)% Tween 20 

tt%L&\ 4 50mM HEPES pH7.5/0.5M NaCI/20mM 2->M7>X^/-il/0.5(w/v)%PEG20K/1(v/v)% Tween 20 

it&m 5 50mM HEPES pH7.5/0.5M NaCI/20mM 2-/il,A7>x>/~^/0.5(w/v)%PEG20K/1(v/v)% Tween 20 

7 50mM HEPES pH7.5/0.5M NaCI/20mM 2-/i^7>X$/-Jl,/0.5(w/v)%PEG20K/1(v/v)% Tween 20 

VcMLft\ 8 50mM HEPES pH7.5/0.5M NaCI/20mM 2-/^*7>xV-^/0.5(w/v)XPEG20K/1(v/v)% Tween 20 

tt&m 9 50mM HEPES pH7.5/0.5M NaCI/20mM 2-/JV*7>X*/-/l,/0.5(w/v)%PEG20K/1(v/v)% Tween 20 

ltgt#j 10 50mM HEPES pH7.5/0.5M NaCI/20mM 2->M7>X>y-il,/0.5(w/v)%PEG20K/1(v/v)% Tween 20 

ttttfll 11 50mM HEPES pH7.5/0.5M NaCI/20mM 2-M*7>X*/-Jl,/0.5(w/v)%PEG20K/1(v/v)% Tween 20 

itS^J 12 50mM HEPES pH7.5/0.5M NaCI/20mM 2->JV*7>X^/-Jl,/0.5(w/v)%PEG20K/1(v/v)% Tween 20 

itK^I 13 50mM HEPES pH7.5/0.5M NaCI/20mM 2->^*7>X^y-Jl,/0.5(w/v)%PEG20K/1(v/v)% Tween 20 

tt&m 14 50mM HEPES pH7.5/0.5M NaCl/20mM 2-M*7>X*/Hl,/0.5(w/v)%PEG20K/1(v/v)% Tween 20 

£t®0IJ 15 50mM HEPES pH7.5/0.5M NaCI/20mM 2-/J^7>X>/-il,/0.5(w/v)%PEG20K/2(v/v)% Tween 20 

tt&®\ 16 50mM HEPES pH7.5/0.5M NaCI/20mM 2->A^7>X*y^/0.5(w/v)%PEG20K/1(v/v)% Tween 20 

tt&ffl 17 50mM HEPES pH7.5/0.5M NaCI/20mM 2-/i^7>X>/-il/0.5(w/v)%PEG20K/1(v/v)% Tween 20 

It&m 18 50mM HEPES pH7.5/0.5M NaCI/20mM 2~^*7>X>/-il,/0.5(w/v)%PEG20K/1(v/v)% Tween 20 

Jfctttt 19 50mM HEPES pH7.5/0.5M NaCI/20mM 2-/J^7>X?;-Jl,/0.5(w/v)%PEG20K/1(v/v)% Tween 20 

JtSGS 20 50mM HEPES pH7.5/0.5M NaCI/20mM 2-^7>X^y-iU/0.5(w/v)%PEG20K/1(v/v)% Tween 20 

ifcSflJ 21 50mM HEPES pH7.5/0.5M NaCI/20mM 2-/Jl*7>l^y-il,/0.5(w/v)%PEG20K/1(v/v)% Tween 20 

Jtttfil 22 50mM HEPES pH7.5/0.5M NaCI/20mM 2->M7>X$/HU/0.5(w/v)%PEG20K/1(v/v)% Tween 20 

it«^I 23 50mM HEPES pH7.5/0.5M NaCI/20mM 2-/^*7>X*/-;l,/0.5(w/v)%PEG20K/1(v/v)% Tween 20 

ItRIM 24 50mM HEPES pH7.5/0.5M NaCI/20mM 2-/JU*7>X$VHU/0.5(w/v)%PEG20K/1(v/v)% Tween 20 

JtR#J 25 50mM HEPES pH7.5/0.5M NaCI/20mM 2-/M7>X^/~/|,/0.5(w/v)%PEG20K/1(v/v)% Tween 20 

tt&m 26 50mM HEPES pH7.5/0.5M NaCl/20mM 2-/;^7>X$y-^/0.5(w/v)%PEG20K/1(v/v)% Tween 20 

Jt«ffl 27 50mM HEPES pH7.5/0.5M NaCI/20mM 2-M47>X>y-fl,/0.5(w/v»PEG20K/1(v/v)% Tween 20 

It&W 28 50mM HEPES pH7.5/0.5M NaC1/20mM 2-M*7>X*y-^/0.5(w/v)%PEG20K/1(v/v)% Tween 20 

VcMm 29 50mM HEPES pH7.5/0.5M NaCI/20mM 2~M*7>X*/-^/0.5(w/v)%PEG20K/1(v/v)% Tween 20 

[0094] *mm(Dm4<DMm<DmnmRTfitmi\ 

err, *mmmx\^ ^mmm^^m^^MRx^m^^^m^mmm 



[oo95] (bm&*i"<?mm 
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[0096] (c)U7^— 

— J&teUS, y7*-/Uf-fy^V77-f:Ut, 50mM HEPES pH7. 5/0 
. 5M NaCl / 20mM 2r-*W7\&& )V / 0. 5(w/v)% atfy^w 
^jf\)d^- ;V 20000 (y^a—ZUTV^H-T-) / l(v/v)% Tween20(M 

[0097] 2)fiH4aii^ftf^ 

[0098] (a)^VW^hT^-fe-T 

lpmol (D^ttl^|i#:-e^mL/c^-y^^^l/^KDNA ^7;*— JV^^Wz. 

&!/&25mM HEPES pH7.4-50mM KCl-20% glycerol -0.1% NP-40-lmM 
DTT -lmg/ml bovine serum albumin tf>^Wt?x 7K±Z0^>^^<— 4.5% 

<D^yr^y/vT5yy/v-eo.5 xtbe ©^77- 4 < ct?«^^c»bfc 0 

[0099] KDNA jgra-tfiflSifcS (i-**?*>jaH4dS*>5) DNA fcl^W^K flS 

[0100] (b)^y^— if 7yt-Y 

IfrMDNA £LT, poly(clA)oligo(dT)12-18fo5lM3DNase I-activate calf thymus 
DNA$M£fflU K/S?^{C{tm^(^S)50nmM TrisHCl pH7.5 -lmM DTT -15% 
glycerol-5mM MgCl -0.5 n M dTTP (cold) (^vVl^Hy^Sg) «[3H]-dTTP 

2 

(5mCi/ml: 100-500cpm/pmol)c£>t)<D£^fCo ^<7>H^^^S^2^0t> 

oio^ i ^^^«(#*)^>^//i4S*S:Jp*., mmum* 3rc"en*w>f^p- 
[oioi] iE%mz®<>tzDE8mKBijfcm&ffiTu se«$*^«. 

»LT, *^dTTP^«?^*-r§fcJ?)(C^LfCo «c^tt, 3fe-r5%y^tt*3d 
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— -t-bvvj±7km-%ix*3\mft\<->, &\*-vm&7kT*3m. hk^ ^X2mn^\ 
[0102] (c)v^-j»(?>mmmfe 

SS^HiiM. lysodeikticus&igt^ ZtVfc50nMV>&s*y77~~'Vm&V* 

o.i6m g /mi m&<Dmmmm*mm,ti 0 zMmnrnmao » 1 ^20 M 1 ©*i^<*jt 

450nm <E>«ft&&a!lJ£Ufco Af±, ^©MM£#^1-£tE;^fc5<£> 

T\ *r£>|&2K Jiefc*>^ft*SilSV^5^!R3feSW:»^i-5o AflH4l unit}* 

I5>^^7t«9^450nm (D^ftfgtfSO.OOl ^-TS^t^aUto 

[0103] (d) h#-ryy^-i?i fiHtaue 

0.5 ix g Osupercoiled pBR322 tY^V^V— if (Topoisomerase )I ^^v-^R&R 
/S^y^r—dOmM TrisHCl, pH7.5, 150mM NaCl, 5mM j3 -mercaptoethanol, 
0.5mM EDTA) KlJRiSU 37X^X30^^^—: 'ya^Ut^ 0.1%SDS 
KJSSrfltJhLfeo itLl-0.5 /x g/ml proeinase K&ittU 3rC-C30^>^3. 

l%(w/v) T#n— ^T'SM&WjU 0.5 ju g/mlcD^i^A:/n^K-eDNA3fcfeL 

[0104] ®7*~-A><?4i<'?mfemi) 

1$Wn>&m*r—7° (-**T—7(&mmM) ) <^#®Kif 

#|g*@^bU7tJ^(C % ltfifa<D^t£^^SC(RPA7O)^(2igJ*0.5 - 
1.0mg/ml)£0.5ml =S:»TU J^B^^^U^ «^W«^W«>y7*— 

[0105] V7^—/V^>^mi^±\^ lml CDyy^— ( 
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50mM HEPES pH7.5, 0.5MNaCU 20mM Z-frV-ZzfY*-* S— /K !H7*— >V*f^ 

[0106] (P^— /V^V^^!l2) 
[0107] SV7*^s?mfcM3) 
[0108] QJ-7*—^y*^ymtl£®tMl) 

xmmxhotco 

[0109] 1.5ml <D^y^V?V7^-=i.— ^{^lOOmg 0.5ml 
(^6M^^T^^-20mMhy^T^y^^H±^^(TrisHCl )pH7.5 -0.5M Nacl 
•20mM 2-*/Ujr?b^?;— /^M^XmmVtio ZJtlK. 6M&^T^vV- 
20mM /P^px. x 7k±-eiNr^^mb, ^t£U t cRPA70*W-? 

7^m^(m^m.5 — 1.0mg/ml)&0.5ml Mx.tc 0 Z.<DM&tfc&, ^V-^jCO-fef 



WO 2005/005459 49 PCT/JP2004/009664 

CUTURE RCC-100 (IWAKI GLASS ftM)^ lB#^jft#Ut 0 
[0110] Z<D^ 10000 X g T»5fj>|ia3&frLT, if*"^ h^-*W® 

(C^5fei-^fcfe^, ^tvSrlml O20mM TrisHCl pH7.5«20mM 2-^^h^y~~ 
MX&7k)-V4m&i'*1t&. 10000 Xgt*5Wi^U jem, $LZ1t±.Wfr*&X 
fc 0 ^o/t^^"9>fN<— 1ml (DU^— ;^y^/^77- (50mM 
HEPES pH7.5, 0.5M NaCl x 20mM2-p«/^7 P h3i^/— /V, /Vx-Y^H^- 

com] tt9jb^-*m&fo±imML.itWi*^?m&w.m • ^nt^^fc* z<d 

mmWl% ftXf1&UT<DROTARY CUTURE RCC-100 (IWAKI GLASS #M)XMW 

bfc 0 ^(D&, ioooo x g -c5f2>na^frL.-t, tt9^h^—*$mfc&ttm£ j &. m 
[0112] ±mmifemfc?j<£tiz>£?^ y7*—;\^^ytimfov>&.m\z.£o, dna^ 

[0113] ^±P^bfci5f-, #3§BJte, ^^^^^®^^«^^^#^^-e 
«*©^^-?^^jgffi bT|Bj&, — Jfttt, WilttOfcS, L*»t>y7*— /vfjisjrm 



WO 2005/005459 



50 



PCT/JP2004/009664 



* *£=**h-c&«j, u&*>, mmMm -*smx&z> 0 zoxmi*. &*mioj5&mx.z> 

tfx%z> 0 

[0114] *fc, ^Bjtaot, a^o^^^stmiiffl «rtB&, — «tf4* #a^©*>5 % u 

[0115] MtC, ^tt^^^®^a^^J^U?^«w(^t>^(DT^^, 

t£<Dfc5> b^^y^^— ;^y^$©iiv ^^iftfty^— /v^^^^re 
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[0116] immtmmz£zr^>7hTy±4<D&&&F-t- 0 
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[i] m^mmm^m^tz.^^^^^>^m<Dmm^m^^^mx--h^x 
, m^^n^^r^h^— Mz.mmz&zztiz&v), m?>;<?mmm<D*3k 
mm^m.^n^miz.ir^b^WLbir^^^M(Dmmmm^mo 

[2] ^^n^nu ^mmm.mRx^yxmy^-/^^^^y 

[3] m&m&m&frttfr^fe&xfoz>?^<?mK ±mm<Dm^xm^ti 
5, ^^^^so^tg^s (y -7*- >\"?j me - nnxm^z>u.m*iybxho 
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^/h^pHpf^J^ hy^T?/^^H^^(TrisHCl)S.T^/'X«4-(2-t 
Kn^^^/v) -l-t^y^v^^^/w^^-^ (HEPES) -C&5^ b%W@tb-r% 

FicolHO, Ficoll40(K tfVmm. F^/VfflBStrhVVMSDS) * ^ ^a- 

^ y*})±u— /K ^/^h—zK isfuy^ahVls* T^n— ^ Dextran T-500, 
Tween20 N Tween40, Tween60, NP-40, SB3-14, SB12, CTAB&lFTritonX-lOOtf)? 
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*y!s&^ HEPES, s^vy^tT 2-*>Vj3~7*Y^5>/—>V s V7*^-sV*fjl/-7* 
tfT~*Jls, TrisHCU 2-^;Vij^h^y—;VRXf^^itT;^)^h^^y^ 

o 

^(T/^/vmu, *?vk ^ut'/uxfey^MX-foZ^bZftmblrZ^ 

tty^y^—z^femwiK mmb^th^<Dmxte2m^±.<D7tmfrht£ 

^b^mmb^^m^2i\zWM(0^y^-;v^r^no 



WO 2005/005459 



55 



PCT/JP2004/009664 



C3i] ^#^^^^7^^ 

[34] ^^fC^-t^J, #®S^JS.tJ«//X}*y^— /wf^y^y7r- <z>#ftT 

o 

[38] ^T^~?AtfS, ^-A v?, hy^/X^^h^T/V^r/VT^^^ACT^ 
fr&ti. a^/K :7°nfcVK ^/k)^^fcSri^#m^-r^, 3&3fcJ®37 

[41] Mt(^tLf^y/^ft^t§rttcioT, *^<?m^miMm%m 



WO 2005/005459 



56 



PCT/JP2004/009664 



[42] mmrp<Dffim*f<?m&, m?*-^^ymmbm&. ^.nm^M^±. 



WO 2005/005459 



PCT/JP2004/009664 



mi] 

1 : Tween20 

2 : Triton X100 

3 : NP-40 





0 1 2 3 4 5 

Tween20(%) 
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1 : 

2 : 10(w/v)% polyethylene glycol 8,000 

3 : 5.0(w/v)% polyethylene glycol 8,000 

4 : 1.0(w/v)% polyethylene glycol 8,000 

5 : 0.5(w/v)% polyethylene glycol 8,000 



1 2 3 4 5 
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